The ERα-positive breast cancer cell lines ZR751 and T47D were purchased from ATCC. ZR751 cells were cultured in RPMI1640 medium with 10% fetal calf serum (FCS) supplemented with 1% L-glutamine, 10 mM HEPES, 1 mM Na-pyruvate. T47D cells were cultured in the same medium as ZR751 with the addition of 8 μg/ml insulin. 100 IU/ml penicillin/streptomycin was also added to the media and the cells maintained in a 5% CO 2 humidified incubator. RPMI1640, L-glutamine, HEPES, Na-pyruvate and insulin were purchased from Sigma-
Aldrich. For the experiments evaluating E2 or tamoxifen treatment, FCS with dextran-coated charcoal and DMEM without phenol red were used. Ethanol was the vehicle control.
Plasmid transfection
Cells were seeded in 6-well plates and transfected with 2.5 μg GLI1 expression construct (FLAG-tagged GLI1) or pCMV5 vector per well. Lipofectamine ® 3000 Transfection Reagent (Invitrogen) was used according to the manufacturer's protocol. MCF7 (A) and LCC2 (B) cells were transfected with control siRNA (siControl) or three GLI1 siRNAs (siGLI1-1, siGLI1-2 to siGLI1-3). Following 24 hours after siRNA transfection, cells were co-transfected with the reporter plasmid ERE-TK-Luc and the control plasmid pRL-TK. Subsequently, both cell lines were treated with 10 nM E2 or ethanol (EtOH) for 24 hours in serum-deprived medium before harvesting. Luciferase expression was measured 48 hours after plasmid transfection. Error bars indicate the standard deviation. **, Statistical significant, P < 0.01, compared to control, calculated by the Student's t-test.
Supplementary Figure S3: GLI1 depletion reduces the expression of ERα and its target genes in ZR751 and T47D cells.
(A) The expression of GLI1, ERα, pS2 and IL20 in ZR751 and T47D cells treated with 10 nM E2 or ethanol (EtOH) for 3 hours in serumdeprived medium, following siRNA knockdown of GLI1, was determined by real-time PCR. Data are represented as relative expression (2 −ΔΔCt values), calculated by subtracting the Ct value of the housekeeping gene TBP from the Ct value of the interrogated transcripts (ΔCt), and normalized to the ΔCt value obtained with control siRNA in ZR751/T47D cells. Representative data from one of three independent experiments are shown. Error bars indicate the standard deviation. * or **, Statistical significant, P < 0.05 or P < 0.01 respectively, compared to control siRNA, calculated by the Student's t-test. (B) GLI1 depletion enhances the inhibition of cellular proliferation elicited by tamoxifen in ZR751 and T47D cells. ZR751 and T47D cells, cultured for 24 hours following transfection with control siRNA and GLI1 siRNA and treated with 10 μM tamoxifen (TAM) or ethanol (EtOH) for 48 hours, were subjected to the EdU incorporation assay for 1 hour. For both ZR751 and T47D cells the percentage of cells labeled with Alexa Fluor 488 azide was detected by flow cytometry.
